Background: The cardio-ankle vascular index (CAVI) is a physiologic marker reflecting arterial function. There have been no prospective studies investigating the relationship between CAVI and cardiovascular events in patients with chronic kidney disease (CKD). The aim of this prospective study was to assess the clinical usefulness of CAVI as a predictor of primary cardiovascular events in patients with CKD.
Introduction
In recent years, the prevalence of chronic kidney disease (CKD) has increased because of both life-extending treatment and the increased incidence of life style-related disease such as hypertension, type 2 diabetes mellitus, and dyslipidemia [1, 2] . CKD is an important risk factor not only for end-stage renal disease but also for cardiovascular disease (CVD) [3, 4] . Complications of CVD in patients with CKD are associated with a poor prognosis [5, 6] . Therefore, for patients with CKD, it is crucial to be alert to risk factors for cardiovascular events and to consider treatment to prevent them.
Arterial dysfunction is an important risk factor for cardiovascular events. Among physiologic markers of arterial function, the cardio-ankle vascular index (CAVI) is a novel marker of atherosclerosis that reflects systemic arterial stiffness in vessels such as the aorta and the femoral and tibial arteries [7] . This stiffness parameter is reported to be independent of the blood pressure during measurement. In addition, CAVI is thought to reflect endothelial function [8, 9] . Several clinical studies have indicated the clinical significance of CAVI in relation to CKD [10] [11] [12] . However, there has been no prospective study of the relationship between CAVI and cardiovascular events in patients with CKD. Therefore, this study was designed to clarify the clinical usefulness of CAVI as a predictor of primary cardiovascular events in patients with CKD.
Materials and Methods

Participants
Between June 2011 and December 2013, 460 outpatients (152 men (33.0%) and 308 women (67.0%)) with CKD but no history of cardiovascular events were prospectively enrolled at the Hitsumoto Medical Clinic, Yamaguchi, Japan. Estimated glomerular filtration rate (eGFR) was calculated using the adjusted Modification of Diet in Renal Disease Study equation, as proposed by the working group of the Japanese Chronic Kidney Disease Initiative [13] . The definition of CKD for selection of participants was an eGFR from 15 to 59 mL/min/1.73m 2 74 ± 12 years. CAVI was measured as described below, after which the participants were assigned to one of three groups, those with a low (L, < 9; n = 100), medium (M, = 9 -10; n = 199), or high (H, > 10; n = 161) CAVI. Cut-off levels of CAVI were determined by previous studies [14] . The study protocol was approved by Local Ethics Committee of Hitsumoto Medical Clinic, and informed consent was obtained from all participants.
Measurement of CAVI
The CAVI was measured using a commercial device (Vasera; Fukuda Denshi, Tokyo, Japan) according to previously described methods [7] . Briefly, the brachial and ankle pulse waves were determined using inflatable cuffs with the pressure maintained between 30 and 50 mm Hg to ensure that the cuff pressure had a minimal effect on the systemic hemodynamics. Blood and pulse pressures were determined simultaneously with the subjects lying supine, after they had first rested for 10 min in a quiet room. The CAVI recorded for the study was the mean of the left and right values. CAVI was calculated using the following formula: CAVI = a {(2ρ/ΔP) × ln (Ps/Pd) PWV 2 } + b, where a and b are constants, ρ is blood density, ΔP is PsPd, Ps is systolic blood pressure, Pd is diastolic blood pressure, and PWV is pulse wave velocity.
Evaluation of clinical parameters
Body mass index was calculated as the weight in kilograms divided by the square of the height in meters. Obesity was defined by the Japanese criteria of body mass index ≥ 25 kg/ m 2 . Current smoking was defined as smoking at least one cigarette per day during the previous 28 days. Hypertension was defined as systolic blood pressure ≥ 140 mm Hg, diastolic blood pressure ≥ 90 mm Hg, or the use of antihypertensive medication. Dyslipidemia was defined as a low-density lipoprotein cholesterol level ≥ 140 mg/dL, a high-density lipoprotein cholesterol level ≤ 40 mg/dL, a triglyceride level ≥ 150 mg/dL, or the use of antidyslipidemic medication. Diabetes mellitus was defined as a fasting blood glucose level ≥ 126 mg/dL or the use of antidiabetic medication. Skin autofluorescence (AF) reflects pentosidine, a major component of advanced glycation end products (AGEs) in tissues. It was measured using a commercial device (AGE Reader; DiagnOptics, Groningen, Netherlands), as previously described [15] . AF was defined as the average light intensity per nanometer between 300 nm and 420 nm. Skin AF levels were expressed in arbitrary units. The following blood or urine parameters were measured: serum lipid concentrations, plasma glucose concentrations, derivatives of reactive oxygen metabolites (d-ROMs), and urinary albumin concentrations. Blood samples were collected from the antecubital vein in the morning after 12 h of fasting, and urine samples were collected on the same day. Total cholesterol and triglyceride concentrations were measured using standard enzymatic methods. Highand low-density lipoprotein cholesterol concentrations were measured using selective inhibition and Friedewald's formula, respectively [16] . Participants with a serum triglyceride concentration ≥400 mg/dL were excluded from the analysis, given the limitations of this method. Glucose concentrations were measured by the glucose oxidase method. As a marker of oxidative stress in vivo [17] , the d-ROMs test was performed using a commercial kit (Diacron, Grosseto, Italy). Urinary albumin concentration was measured using a commercial kit (Siemens/Bayer DCA 2000+ Analyzer, Siemens Healthineers, Tokyo, Japan).
Follow-up
The study follow-up period ended in May 2018. The endpoint was a major adverse cardiovascular event (MACE), a composite of cardiovascular death, nonfatal myocardial infarction, nonfatal ischemic stroke and hospital admission for heart failure.
Statistical analysis
Data were analyzed using Stat View-J 5.0 (HULINKS, Tokyo, Japan) and MedCalc for Windows version 14.8.1 (MedCalc Software, Ostend, Belgium). Data are presented as mean ± standard deviation. One-way analysis of variance and the Kruskal-Wallis test were used for comparisons among the three groups. Post-hoc testing was performed using Fisher's protected least significant differences or the Mann-Whitney U-test with the Bonferroni correction. Event-free survival rate curves were plotted using Kaplan-Meier analysis, and the differences between the curves were evaluated using the log-rank test. Multivariate analysis was performed using multivariate Cox regression analysis. Receiver operating characteristic (ROC) curves were constructed, and the Youden Index was used to determine the optimal cut-off for CAVI for predicting a MACE. P < 0.05 was considered statistically significant. Table 1 presents the characteristics of the participants at study entry, and the dot graph of CAVI is shown in Figure 1 . The mean CAVI for groups L, M, and H was 8.4 (range; 7.5 -8.9), 9.5 (range; 9.0 -10.0), and 10.9 (range; 10.1 -13.7), respectively. The eGFR level was significantly lower in group H than in group M or group L. The following factors were significantly higher in group H than in group M or L: fasting blood glucose levels, skin AF, d-ROMs, and urinary albumin concentrations. Figure 2 shows the Kaplan-Meier curve for the incidence of MACE. The median follow-up was 60.1 months (range, 2 -84 months). During follow-up, 91 participants experienced at least one MACE (L, 8 cases (8.0%)); M, 31 cases (15.6%)); H, 52 cases (32.3%)). Group H had a significantly higher incidence of MACE compared with groups M and L (log-rank test, P < 0.001). ables at study entry of all the participants, comparing those who experienced MACEs with those who did not. Age, current smoking status, prevalence of hypertension, systolic blood pressure, prevalence of diabetes mellitus, fasting blood glucose concentrations, skin AF, d-ROMs, and urinary albumin concentration were considerably higher in participants who had a MACE than in those who did not. The eGFR levels and use of renin-angiotensin system (RAS) inhibitors or statins were considerably lower. Table 3 presents the results of the multivariate Cox regression analysis for the MACE. A total of 11 variables were significant factors for MACE on univariate analysis or in a check of multicollinearity among the variables. Of these 11, six variables (CAVI, a CAVI >10, diabetes mellitus, age, skin AF, d-ROMs, and RAS-inhibitor use) had a significant hazard ratio for MACE. Figure 3 shows the ROC curve analysis for the incidence of MACE based on CAVI. A cut-off value of 9.7 yielded the largest area under the curve, 0.701 (95% confidence interval: 0.657 -0.743, P < 0.001). This indicated a sensitivity of 74.0% and specificity of 59.6% to discriminate between those who did and did not have a MACE during follow-up. Continuous values are mean ± SD. CAVI: cardio-ankle vascular index; SBP: systolic blood pressure; DBP: diastolic blood pressure; eGFR: estimated glomerular filtration rate; LDL: low-density lipoprotein; HDL: high-density lipoprotein; FBG: fasting blood glucose; AF: autofluorescence; d-ROMs: derivatives of reactive oxygen metabolites; U-Alb: urinary albumin; RAS: renin-angiotensin system. *P < 0.001 vs. Group L; **P < 0.01 vs. Group L; ***P < 0.05 vs. Group L; # P < 0.001 vs. Group M; ## P < 0.01 vs. Group M; ### P < 0.05 vs. Group M. 
Results
Discussion
Previous studies have indicated the association of aging, diabetes mellitus, and CVD with CKD [18, 19] . Consistent with these previous findings, this study confirmed these traditional CVD risk factors as independent predictors of a MACE. The results of the present study also found that a high CAVI was a predictor of a MACE in patients with CKD. In addition, the results of the d-ROMs test, as an in vivo marker of oxidative stress, and skin AF, as a marker of tissue AGEs, were also independent predictors of a MACE. These novel CVD risk factors were significantly associated with a high CAVI. Several clinical studies have reported the relationship between arterial dysfunction, including increased arterial stiffness or endothelial dysfunction, and the incidence of cardiovascular events in patients with CKD [20] [21] [22] . The results of the present study, demonstrating a significant association between CAVI and MACEs, imply that arterial dysfunction is an important target for prevention of primary cardiovascular events in patients with CKD. This study found that a CAVI > 10 was selected as an independent predictor of MACE among all the explanatory variables we analyzed. In addition, ROC curve analysis for the incidence of MACE indicated that a cut-off value for CAVI of 9.7 yielded the largest area under the curve (0.701) for discriminating between those who did and did not experience MACE. Previous studies reported that the CAVI could be improved by interventions such as lifestyle modification or medication [23] [24] [25] [26] . The results of the present study suggest that aggressive intervention should be undertaken for patients with CKD whose CAVI is 10 or higher with a view to decreasing cardiovascular events. Deterioration of markers of kidney function such as eGFR or albuminuria is reported to be an important risk factor for cardiovascular events [4] . However, multivariate analysis in this study indicated that these renal function variables were not independently predictive of a MACE, even though they were significantly associated with such events on univariate analysis. However, eGFR and albuminuria were significantly associated with CAVI. Previous studies also indicated that an increase in the CAVI is closely associated with a decreased eGFR or increased albuminuria [10, 27] . Thus, these results can be interpreted that increase of CAVI in the background of decrease in eGFR or albuminuria of CKD patients acts crucial role in the incidence of CVD.
It is no doubt a fact that oxidative stress is an important factor in the pathogenesis of CVD. Various oxidative stress markers have been reported to be associated clinically with CVD, and several clinical studies have indicated the clinical usefulness of measuring d-ROMs as a risk factor for cardiovascular events [28] [29] [30] . The results of the present study also found that elevated d-ROM levels were a predictor of primary cardiovascular events in patients with CKD. This study found that higher d-ROM levels were associated with a high CAVI. Previous studies have reported that anti-oxidant medications result in a reduced CAVI [25, 31, 32] . Thus, findings of the present study again are consistent with the notion that oxidative stress increases cardiovascular events in patients with CKD, and this may be reflected in an elevated CAVI. This raises the possibility of reducing CAVI with anti-oxidant medication and, therefore, the incidence of primary cardiovascular events.
Recent basic and clinical studies have emphasized the important role played by AGEs in various diseases, such as the complications of diabetes, CKD, and CVD [33] . In addition, researchers have reported that increased skin AF is a cardiovascular risk factor [34] [35] [36] [37] . The results of this study also indicate that a high skin AF is an independent predictor of primary cardiovascular events in patients with CKD. In addition, a high skin AF level had a significant positive correlation with CAVI, suggesting that accumulation of AGEs in arterial vessel walls contributes to arterial dysfunction in patients with CKD. Genevieve et al examined the relationship between skin AF and hemoglobin A1c (HbA1c) levels, which reflect the preceding 1-to 2-month glucose levels [38] . They measured HbA1c levels every 6 months and found that the skin AF level was significantly related to the preceding five and 10 mean HbA1c levels. Isami et al reported that lifestyle habits such as physical activity, nonsmoking, adequate sleep, low mental stress level, eating breakfast, and abstaining from sugary foods were each independently associated with lower skin AF levels [39] . Thus, long-term glucose control and good life style habits are important to maintain lower skin AF levels and a lower CAVI.
It is well known that the RAS system is an important factor in the pathogenesis of both CKD and CVD. In fact, RAS inhibitors are clinically shown to suppress the progression of CKD and the incidence of CVD events [40, 41] . In addition, administration of RAS inhibitors has been shown to reduce the incidence of cardiovascular events in patients with CKD [42, 43] . The results of this study also indicate that the use of RAS inhibitors was independently associated with fewer MACEs in patients with CKD. Several studies have in fact reported that RAS inhibition is effective in improving the CAVI [32, 44, 45] . Among patients of the present study, RAS inhibitors were used in 40% of patients in group H. Therefore, greater use of RAS inhibitors is required to improve arterial function in patients with a high CAVI, with the expectation that it will help reduce primary cardiovascular events in patients with CKD.
Limitations
This study had several limitations. First, it was conducted at a single center with a relatively small sample, so the findings cannot be generalized to all populations. Second, CAVI was measured only once at study entry. A further investigation of serial changes in CAVI in relation to primary cardiovascular events is needed. Finally, further studies of patients with a high CAVI are warranted to confirm whether interventions, such as lifestyle modification or medications, reduce the incidence of primary cardiovascular events in patients with CKD along with improvement in CAVI.
Conclusions
This study demonstrated that CAVI is a predictor of primary cardiovascular events in patients with CKD. Further studies of patients with a high CAVI are warranted to confirm whether interventions, such as lifestyle modification or medications, reduce the incidence of primary cardiovascular events in patients with CKD along with improvement of the CAVI.
